One of the uses of ionizing radiation is in cancer treatment. The use of heavy charged particles for treatment has been introduced in recent decades because of their priority for deposition of radiation energy in the tumor, via the Bragg peak phenomenon. In addition to medical implications, exposure to heavy charged particles is a crucial issue for environmental and space radiobiology. Ionizing radiation is one of the most powerful clastogenic and carcinogenic agents. Studies have shown that although both low and high linear energy transfer (LET) radiations are carcinogenic, their risks are different. Molecular studies have also shown that although heavy charged particles mainly induce DNA damage directly, they may be more potent inducer of endogenous generation of free radicals compared to the low LET gamma or X-rays. It seems that the severity of genotoxicity for non-irradiated bystander cells is potentiated as the quality of radiation increases. However, this is not true in all situations. Evidence suggests the involvement of some mechanisms such as upregulation of pro-oxidant enzymes and change in the methylation of DNA in the development of genomic instability and carcinogenesis. This review aimed to report important issues for genotoxicity of carcinogenic effects of heavy charged particles. Furthermore, we tried to explain some mechanisms that may be involved in cancer development following exposure to heavy charged particles.
Introduction
For many years, the use of heavy charged particles has been proposed for clinical cancer therapy because of their biophysical properties. For the first time, in 1940, the neutron was the first particle used for cancer radiotherapy [1] . Several years after, the use of protons and heavier particles were incorporated into some oncology centers. Nowadays, there is a growing number of centers using particle radiotherapy. It is estimated that more than one hundred thousand patients are treated with protons or other particle types [2] . The main factor behind the use of heavy charged particles is their interesting biophysical properties which cause lower radiation dose deposition in surrounding normal tissues while delivering most of its energy to the tumor [3] . However, their high cost in comparison to X-ray technology is a barrier for establishing new centers utilizing charged particles [4] .
In addition to clinical importance, knowledge of the radiobiological properties of charged particles is important for understanding the environmental impacts of ionizing radiation. Radon, the main source of alpha particles, has been proposed as a contributing factor to the incidence of lung cancer due to its high background radiation. The carcinogenic effect of alpha particles derived from radon gas has been confirmed many years ago among miners [5] . Nowadays, inhalation of radon gas is the second reason for incidence of lung cancer [6] [7] [8] .
Another important source of heavy charged particles is space, which itself is composed of galactic cosmic and solar radiation particles. The particles which originate from galactic cosmic rays are mainly heavy particles such as iron, which have high energy up to 10 17 eV [9] . However, the energy of solar particles which are mainly proton particles may be in the range of 80 MeV up to more than 1 GeV [10] . Space projects by some countries in recent decades give new insights in radiobiology, a concept known as space radiobiology. The major challenge in space radiobiology is the prolonged exposure to high energy heavy particles which may affect astronaut's health and safety. This is a challenging topic in radiobiology; hence, several projects have been funded to investigate the biological effects of exposure to high energy particles during deep space or Mars exploration [11] .
Interactions of Heavy Charged Particles with Cells
The most interesting property of heavy radiation particles is the change in the linear energy transfer (LET) when penetrating tissues. Particles deposit lower energies in the first layers, while they can deposit their remaining energies at special depths. These depths depend on particle energy, mass, and charge. The higher masses of charged particles compared to electron causes low energy deposition along their track. However, higher charge and lower energy lead to more energy deposition. These properties of heavy charged particles cause lower energy deposition in the first range of particles, while they deposit most of their energies at the end of their range. The end of a particle's path that receives high energy is known as the Bragg peak [4] . After Bragg peak, low energy may be deposited. However, for heavier particles such as carbon, silicon, and iron ions, higher doses of radiation can be deposited after the Bragg peak. This results in splitting up of particles, leading to the formation of some lower weight fragments. In this situation, fragmentation is responsible for dose deposition behind the peak [12] .
The Clinical Importance of Heavy Charged Particles
Due to the higher efficiency of heavy charged particles compared to X-rays, there is an increasing interest in the treatment of cancers using charged particles. Nowadays, low LET X-rays are the most common radiation modality for the treatment of cancer in clinical oncology. Interaction of low LET gamma or X-rays with cancer cells cause several interactions with genomic contents of cancer cells; however, the main mechanism of cell death by low LET radiations is free radical production following radiolysis of water molecules [13] . Low LET radiations deposit a large amount of their energy in surrounding normal tissues. Therefore, there is a need for different radiation fields for sparing normal tissues [4] . One of the main concerns for tumor irradiation with low LET radiations is the high probability of tumor recurrence. This is as a result of the lower ratio of lethal damages in cancer cells following therapy with X-rays [2] . By contrast, irradiation with high LET radiations causes massive DNA damage and lethal effects, leading to reduced possibility of DNA repair [14] . The inhibition of DNA damage responses (DDRs) can improve the efficiency of heavy charged particles in suppressing tumor regression [15] .
One of the most important properties of heavy charged particles compared to low LET X-rays is the lower dependency on the oxygen level of cells. This is an interesting issue because some clonogenic cancer cells are located within the hypoxic area of tumors. For low LET X-rays, the therapeutic efficiency is highly dependent on the presence of oxygen molecules. However, for high LET particles, oxygen has a lower effect on cell survival. Heavy charged particles have more ability to kill hypoxic cancer cells via direct interaction with DNA without the need for a free radical generation [16] . Using charged particle radiations for tumor therapy can reduce the volume of irradiated normal tissues, leading to more protection. This is because of the complete energy falloff in tumor volume and complete protection of organs behind. Furthermore, if the radiation field is planned correctly, irradiation with heavy charged particles do not cause damage to the adjacent tissues. This issue is an important concern for radiotherapy with low LET X-rays when the tumor is located within or next to a radiosensitive organ. For example, toxicity of spermatogenesis following prostate cancer radiotherapy, or thyroid damage after radiotherapy for breast cancer are major side effects for patients with these cancers [17, 18] . In addition to acute reactions in normal tissues, lower incidence of second primary cancer some years after radiotherapy is another possible advantage of radiotherapy with charged particle radiations [19] .
Although some advantages of using radiation particles compared to X-rays have been confirmed for several types of cancers, the cost-effectiveness of this modality is a challenge for the development of new treatment centers with protons or other charged particle radiations [20] . Some studies have proposed that heavy charged particles have a higher relative biological effectiveness (RBE) compared to X-rays [21] . Also, when a radiosensitive organ is within the radiation field, it may show more acute reactions for charged particle radiation compared to X-rays [22] .
The Environmental Importance of Heavy Charged Particles
Environmental radiation is responsible for most radiation exposures to people worldwide. However, in the past two decades, the main source of radiation exposure for some developed countries such as the United States and Japan was from medicine [23] . The main source of environmental radiation is natural background radiations which originate from uranium and thorium fissures. Radon-222 is one of the products from uranium and thorium and is responsible for most radiation doses received by people from the environment [23] . Radon enters the lung during breathing, in which several radon atoms decay to alpha particles and also produce other radioactive particles such as polonium and lead (Pb-210). These particles can be absorbed by or irradiate other organs like bone marrow and gastrointestinal system. Pb-210 has a long half-life and can inter the red blood cells and bones, thereby irradiating these cells for a long time [24, 25] .
As earlier mentioned, the interaction of heavy charged particles such as iron, carbon, and silicon with different materials lead to the formation of lower weight fragments. These fragments have lower masses with different charges. The lower mass of particles causes more penetration of fragments compared to heavier particles. This issue is very important for shielding against heavy charged particles, such as in space crafts. Galaxy and solar origin particles have very high energy that are able to penetrate into space crafts, which lead to exposure of astronauts to various types of ionizing radiation. Genotoxicity of charged particle radiation is an important issue for space missions. The most frequent particle beyond the earth's atmosphere is proton, which originates from solar winds. However, other heavier particles such as helium, oxygen and iron ions that originate from the galaxy are responsible for genotoxicity in spacecraft passengers [13] . Some studies have suggested that DNA rearrangement following exposure to heavy charged particles could play a role in adaptive response and evolution [26] . This issue may be important for space mission. However, it has been suggested that cosmic radiation may be involved in the evolution of the earth [27] .
Genomic Instability of Heavy Charged Particles
Genomic instability is the permanent change in the genomic contents that lead to heritable mutations. Evidence from studies indicates that exposure to ionizing radiation cause mutation in progeny cells. In vivo studies have also shown that exposure to radiation can trigger carcinogenesis in subsequent generations. To date, numerous studies have shown that charged particle radiation is able to induce chromosomal aberrations and genomic instability in irradiated cells as well as their progenies [28] [29] [30] . Induction of mutation by heavy charged particles has been revealed by several studies [31, 32] . It has also been confirmed that heavy charged particles are more potent genotoxic agents compared to gamma or X-rays [33] . It seems that mutations and genotoxicity depend on both LET and type of irradiated tissue [33] . A study by Masumura et al. evaluated the frequency of mutation in different tissues of mice following irradiation with carbon, X-rays and gamma rays. They showed that the frequency of mutations including point mutation and deletion are higher after carbon ion exposure in liver, spleen, and kidney compared to low LET gamma or X-rays. Interestingly, carbon particles did not cause any significant deletion or point mutation in the testis. Furthermore, gpt mutation was less for carbon particles. Results indicated that heavy carbon particles mainly induce double-strand breaks, while low LET radiations cause oxidative DNA injury [33] .
Although the genotoxic effect of charged particle radiation is mainly mediated via direct interaction with DNA, it seems that endogenous production of ROS after DNA damage and cell death plays a key role in genotoxicity by high LET radiations. This has been confirmed in experimental studies. Exposure to iron-56 particles has been shown to induce more DNA injury compared to gamma rays [22] . On the other hand, long-time evaluations showed that irradiation of mice intestine and colon with carbon particles cause more production of ROS compared to gamma rays [34] . Similar effects have been shown for some days to weeks after exposure [35] [36] [37] . It seems that charged particle radiation is able to change the metabolism in irradiated organs more effectively compared to low LET radiation, leading to more chronic oxidative stress [38] . Increasing metabolism has also been observed following exposure to high energy protons [39] . Comparison of the genotoxic effects of iron and proton particles in mice kidney has shown that iron particles are very genotoxic compared to proton particles [34] .
The main sources of ROS generation following exposure to ionizing radiation include mitochondria, NADPH oxidase family, cyclooxygenase-2 (COX-2), inducible nitric oxide synthase (iNOS), and lipoxygenases (LOX). However, the expression of each of these enzymes and also an overproduction of superoxide by mitochondria is a tissue-specific phenomenon and need further investigations by experimental studies. The overexpression of these pro-oxidants is mediated following unrepaired DNA damage and cell death. In this situation, massive necrosis and apoptosis trigger activation of macrophages and lymphocytes in response to released danger alarms such as high mobility group box 1 (HMGB1) [40] . Danger alarms trigger macrophages and Lymphocyte-T to induce transcription factors such as STAT-3 and nuclear factor-kappa B (NF-kB) [41] . The role of MAPK p38 in chronic oxidative stress following exposure to highly charged particles has also been proven [42] . These transcription factors regulate the expression of pro-oxidant enzymes and also a wide range of cytokines and growth factors [43] . The increased level of some cytokines and growth factors such as IL-1, IL-8, TGF-β and insulin-like growth factor 1 (IGF1) can further amplify redox activation, which may lead to chronic oxidative stress [44, 45] . In an experimental study, the role of high energy iron particles on the activation of redox response in mice intestine was examined. Mice intestine was irradiated with high energy iron particles or gamma rays. Intracellular free radicals were measured after 1 year. Results showed a remarkable increase in ROS and superoxide generation for mice exposed to iron particles. However, only a mild increase in ROS, but not superoxide generation was confirmed for mice exposed to gamma rays. In addition, an increased level of nitric oxide (NO) generation and reduced mitochondrial membrane potential, as well as upregulation of NADPH oxidase, were more obvious for mice irradiated with iron particles [46] . Similar results were observed for carbon and some other heavy charged particles [34, 47, 48] .
One of the important mechanisms of genomic instability and increased risk of carcinogenesis is a change in epigenetic modulators that affect DNA methylation. Hypermethylation of tumor suppressor genes leads to inhibition of their activities while increasing the activities of oncogenes. Furthermore, hypomethylation may stimulate the upregulation of oncogenes [49, 50] . The effects of low LET X-rays on methylation of DNA has been reported by several in vitro and in vivo studies [51, 52] . However, the effect of heavy charged particles on epigenetic changes including DNA methylation is very limited. A study by Kennedy et al. evaluated the effect of high LET iron and silicon ions, and also low LET X-rays on global methylation of human bronchial epithelial cells. The detection of CpG sites showed that all types of radiation can cause both hyper-and hypomethylation in CpG sites. For iron ions, nearly 90% of changes were due to hypermethylation. Furthermore, the methylation was increased as the dose of iron particles increased. However, for silicon ions the levels of both hyper-and hypomethylation were close; hence, no trend was observed following an increase in radiation dose. Similar to previous studies, exposure to low LET X-rays led to global hypomethylation, which has a direct relation with radiation dose [53] .
It has been shown that irradiation with heavy charged particles can induce changes in the expression of some genes that may trigger abnormal proliferation and tumorigenesis. As earlier mentioned, irradiation of mice intestine led to the persistent generation of free radicals [46] . It has also been shown that irradiating mice intestine with iron particles caused persistent upregulation of Wnt/β-catenin signaling pathway, which plays a key role in proliferation and migration of epithelial cells in the intestine. Exposure to iron particles increased proliferation, while migration in intestinal epithelial cells was reduced. These changes were associated with a remarkable increase in DNA damage and senescence [54] . As senescence is the main stimulator of NADPH oxidase gene upregulation, it is possible that exposure to heavy charged particles induces chronic upregulation of NADPH oxidase and continuous generation of ROS via induction of senescence [55] .
Evidence on Carcinogenic Effects of Heavy Charged Particles
In addition to DNA damage and genomic instability, experimental studies have confirmed the direct effect of charged particles on tumor induction. In an in vivo study, Ando et al. evaluated tumor induction following local mice leg irradiation with carbon ions or gamma rays. Results of this study showed that although carbon ions are able to induce a tumor, the risk of carcinogenesis from carbon ions is not seriously higher than gamma rays [56] . By contrast, another study suggested that exposure to carbon ions has a higher risk for induction and also metastasis of mammary carcinoma in rats [57] . Another interesting study by Ando et al. tried to explain the role of RBE in tumor induction by carbon ion particles. They used gamma rays and carbon ions of different LETs, including 15, 45 and 75 keV/µm. Similarly, in another study they irradiated mice legs and detected tumor induction for all life spans. Interestingly, their results showed that tumor induction has a direct relation with LET of carbon ions. They proposed that carbon ions with 15 keV/µm have lower RBE for tumor induction compared to gamma rays, while carbon ions with higher LET are associated with higher risk. RBE for tumor induction with carbon ions with 75 keV/µm was greater than 2 [58] . Similar results were observed when mice intestine was irradiated with different types of ions including silicon, carbon, and iron [28, 59] .
Bystander Effects
Ta Bystander effect is an interesting phenomenon in modern radiobiology. It is an indirect effect of ionizing radiation which causes damages to non-irradiated cells. Bystander effect results from the release of clastogenic factors from damaged cells, which can change gene expression and trigger overproduction of endogenous free radicals [60] . For the first time, Nagasawa showed that irradiation with protons causes sister chromatid exchanges in Chinese hamster ovary (CHO) cells [61] . Studies further confirmed the clastogenic effect of proton or other particle radiation types on bystander cells [62] . It has been suggested that intercellular communications such as gap junctions play a key role in the induction of DNA damage and oxidative stress in bystander cells [63, 64] .
It seems that migration of danger alarms from injured or dead cells to bystander cells triggers inflammation and endogenous ROS and NO production following upregulation of some mediators such as MAPKs, protein kinase C (PKC), DNA-PKCs, NF-kB, cyclooxygenase-2 (COX-2), inducible nitric oxide synthase (iNOS), and NADPH oxidase [65] [66] [67] [68] [69] [70] [71] . These changes may be observable following radiation interaction with the membrane, a non-critical target of cells [72] . Some studies have been conducted to evaluate the role of LET in radiation-induced injury in bystander cells. In some studies, it has been shown that high LET particles induce more damage to bystander cells compared to protons or X-rays showed [73, 74] . Moreover, for prostate cancer cells, alpha particles have shown lower toxicity compared to X-rays [75] .
A study by Autsavapromporn et al. attempted to detect micronuclei formation in bystander human fibroblast cells following irradiation with different LET radiations. They irradiated cells with carbon, neon, argon or X-rays. Also, they used 18-α-glycyrrhetinic acid, which inhibits gap junctions, for evaluating the role of gap junctions in bystander effect by high LET particles. Results showed that high LET particles are able to induce more micronuclei formation compared to low LET. Interestingly, bystander induction by high LET has a stronger relation with gap junctions. Inhibition of gap junctions reduced micronuclei formation in a LET dependent manner, while no significant reduction was observed for X-rays [76] . By contrast, a study by Shao et al. proposed that micronuclei induction in human fibroblast cells following local irradiation with neon or argon ions is the same. They also showed that micronuclei formation has a direct relation with the number of irradiated cells and the number of particles. Inhibition of gap junctions alone did not show a remarkable reduction in micronuclei formation, while for cells incubated with ROS scavenger and an inhibitor of gap junction, micronuclei formation decreased significantly [77] . It was observed that using a free radical scavenger can suppress upregulation of some pro-oxidant enzymes like COX-2 in bystander cells, which plays a key role in genotoxicity in bystander cells [78] . It was suggested that COX-2 upregulation has a direct relation with radiation quality [78] .
A key mechanism for prolonged oxidative stress is permanent changes in genomic contents, which cause damages to the progeny of irradiated and bystander cells. It seems that high LET particles via this mechanism are able to induce longer-term oxidative stress and genotoxicity in both irradiated and non-irradiated cells [65, 79] . Irradiation with different LET particles including proton with 0.2 keV/µm to silicon and iron particles with 51 and 151 keV/µm showed that low LET protons do not cause persistent endogenous ROS production, while higher LET particles via changes in the metabolic and redox responses induce chronic oxidative stress in the next generation of bystander cells [80] . Similarly, neoplastic transformation has been observed in the progeny of bystander cells after irradiation with high LET particles, but not for lower LET protons [81] . Induction of oxidative stress in the progeny of bystander cells is positively influenced by the number of gap junctions [82] . Results of molecular studies showed that stimulation of mir-21 and TGF-β1-Smad2 is involved in oxidative stress and DNA damage in bystander cells following irradiation with protons. However, these changes have not been shown for X-rays [74] .
Another key player in free radical production following exposure to radiation is mitochondrial malfunction and changes in cellular metabolism. Numerous experimental studies have shown that the mitochondria play a key role in chronic oxidative stress and genomic instability in both irradiated and bystander cells. It seems that radiation interaction and oxidative stress lead to mutations in mitochondrial DNA (mtDNA). During normal conditions, approximately 5% of mitochondria yield of oxidative phosphorylation is superoxide that is neutralized by mitochondrial superoxide dismutase (mtSOD). However, following mutation in mtDNA, the yield of superoxide from mitochondria is increased, which lead to overwhelming antioxidant defense. In this situation, chronic oxidative stress is probable because of mitochondrial malfunction, which is also associated with increased activity of other pro-oxidant enzymes such as iNOS, COX-2 and NADPH oxidase. RNA-sequencing analysis has also shown that irradiating the cytoplasm with alpha ions would lead to changes in mitochondrial metabolism. Results revealed a remarkable increase in the expression of genes involved in glycolytic pathways, including PGC-1α and Pim-1 kinase. These changes were sustained even 2 weeks after irradiation. As Pim-1 kinase inhibits AMPK, a key player in DNA repair and cell response to stress conditions, these changes may promote genomic instability and transformation in normal irradiated and bystander cells [83] .
Non-Targeted (Distant Bystander) Effect
Non-targeted effect of radiation is similar to the bystander effect, but it occurs in distant organs following local irradiation of a body part. This is an important effect that can increase the risk of carcinogenesis in radiotherapy patients as well as persons exposed to accidental radiation events. Evidence from patients who underwent radiotherapy and also Chernobyl survivors reveal the presence of some clastogenic factors in their serum. Co-treatment of healthy cells with serum of these people cause DNA aberrations in non-irradiated cells, which indicate existence of some released factors from irradiated cells that are able to attack genomic contents of non-irradiated cells in distant organs. Although studies investigating the role of non-targeted effect in genomic instability following exposure to charged radiation particles are few, there is evidence for pivotal roles of radiation-induced inflammatory responses. Irradiating the lower part of rat's lung has been shown to cause significant micronuclei formation that is associated with increased macrophage activity and release of pro-inflammatory cytokines such as IL-1, IL-6, TNF-αand TGF-β [84, 85] . Irradiation of the lower abdominal parts in gpt delta mice has been shown to cause more than 3-fold increase in the expression of COX-2 in breast tissue, which was associated with a remarkable augment in ROS production and double-strand break. Direct irradiation also led to similar effects [86] (Table 1, Figure 1 ).
Figure 1.
Mechanisms of genomic instability and carcinogenesis of heavy charged particles. Exposure to heavy charged particles induces different types of cell death. Apoptosis and senescence trigger activation of TGF-β and its downstream pro-oxidant enzymes such as NOX2 and NOX4. However, necrosis and necroptosis induce inflammatory responses via upregulation of NF-kB, COX-2, and iNOS. Generated ROS by NADPH oxidase enzymes and COX-2 can attack DNA, leading to DNA damage. Furthermore, NO production by iNOS can damage to DNA and also suppress repair mechanisms. Exposure of mitochondria to radiation or generated ROS by pro-oxidant enzymes cause mitochondria malfunction and continuous production of superoxide. Increased production of inflammatory cytokines may lead to chronic oxidative stress and genomic instability in bystander cells/tissues. TGF-β: Transforming growth factor beta; NOX: NADPH Oxidase; NF-kB: Nuclear Factor kappa B; COX-2: Cyclooxygenase-2; iNOS: Inducible nitric oxide synthase; DAMPs: Damage-associated molecular patterns; TLR: Toll-like receptor; MyD88: Myeloid differentiation primary response 88. Rats showed a higher risk of mammary carcinoma following exposure to carbon ions compared to gamma rays.
[57]
Mice Leg Carbon ions 50 Gy
Carbon ions with lower LET may be safer for tumor induction, while higher LET has a higher risk for tumorigenesis.
[58]
Mice Intestine Iron ions 1.6 Gy Iron particle caused more tumor induction in the intestine compared to gamma rays. [28] In vitro Human fibroblast cells Carbon, neon, argon or X-rays 0-1 Gy
The micronuclei formation in bystander cells was dependent on LET. Higher LET has a stronger relation with gap junctions.
[76]
In vitro Human fibroblast cells Neon or argon 0-4 particles Micronuclei formation has a direct relation with the number of particles. Inhibition of gap junctions alone did not reduce micronuclei formation.
[77]
In vitro AG1522 Proton, silicon, and iron 0-2 Gy Higher LET particles are able to induce redox reactions more effectively. [80] In vitro Keratinocytes Alpha particles 0-10 Gy Upregulation of mir-21 and TGF-β1-Smad2 pathways are involved in chronic oxidative stress in bystander cells.
[74]
Gpt delta mice Breast tissue Argon or carbon 4.5 Gy for carbon and 1.5 Gy for argon Local abdominal irradiation caused ROS production via stimulation of COX-2.
[86]
Conclusions
For many years, it has been confirmed that increased risk of carcinogenesis is one of the most critical side effects of ionizing radiation. Studies have been conducted to investigate the risks as well as benefits of using heavy charged particles for cancer therapy compared to low LET radiation. Results of experimental studies have shown that although heavy charged particles have higher risks compared to low LET radiation for inducing cancers, it seems that for some other types of cancers this may not be true. Other important implications of heavy charged particles are environmental and space radiation toxicities. Radon and its daughters are the main sources of environmental radiation and are responsible for some lung cancers. Molecular studies suggest that although some mechanisms of heavy charged particles are similar to low LET radiation, heavy charged particles are able to induce endogenous production of free radicals more potently. Furthermore, heavy charged particles may have different effects on epigenetic modulation such as methylation of DNA following irradiation. In addition to direct effects on irradiated cells, heavy charged particles have been shown to be genotoxic to non-irradiated bystander cells. While it is possible that proton has lower toxicity compared to gamma or X-rays for bystander cells. It is suggested that mitochondrial malfunction, which leads to superoxide overproduction is the main reason for genotoxicities in both irradiated and bystander cells.
